. Evidence for gene expression and function of plasmids in cell culture. (A) Western blot assay. Plasmids pcDNA3.1-gp140, pJ603-gag, pJ603-cFLIP, pJ603-FADD, pJ603-Fas, shRNA-FADD, and shRNA-Fas were transfected into L-929 cells. Cell lysates were prepared 48h after transfection. HIV-1 gp120B sheep antiserum, mouse monoclonal antibody (mAb) to SIV p27, polyclonal antibodies for murine cFLIP, FADD, and Fas were used to detect the corresponding protein in cell lysates; (B) In vitro gene silencing assay. Plasmids FasL-GFP, shRNA-non, shRNA-Fas, shRNA-FasL and pJ603-Fas were transfected into L-929 cells. Cells were harvested 48h after transfection. Cell surface expression of GFP, Fas and FasL was analyzed by flow cytometry; (C) In vitro apoptosis assay. Plasmids shRNA-non, shRNA-FADD and shRNA-caspase 8 were transfected into P815 cells. 24h later, anti-Fas monoclonal antibody (Jo2 clone) and Protein G were added to incubate for 2h before apoptosis analysis by Annexin V staining. Both shRNA-FADD and shRNA-caspase 8 transfection reduced apoptosis induced by Fas antibody crosslinking. Data in (A) to (C) are representative of two independent experiments with similar results.
. Fas signaling impaired the function of CD4 T helper cells induced by DNA vaccination. Wild type C57BL/6 mice and their cognate KO mice were immunized with 10 μg plasmid pJ603-gag at day 0 and day 28. Mice were euthanized 10 days after the last immunization and splenocytes were prepared for cell-mediated immune (CMI) response assay. Data for Fas KO + pcDNA3.1 control was similar to the wild-type control data. Figure S5 . In vivo gene silencing of Fas and FasL did not improve CMI responses for SIVmac Gag. C57BL/6 mice were immunized with 2 μg or 8 μg plasmids shRNA Fas or shRNA-FasL at day 0 and day 28. Mice were euthanized 10 d after the last immunization and splenocytes were prepared for CMI assay. Figure S6 . cFLIP, FADD and IL-28B co-delivery upregulated regulatory T (Treg) cells after DNA vaccination with SIVmac Gag. C57BL/6 mice were immunized with 2 μg plasmid pJ603-gag combined with 2 μg plasmid pJ603-cFLIP or plasmid IL-28B or 4 μg plasmid pJ603-FADD at day 0 and day 28. Mice were euthanized 10 (A) or 36 (B) days after the last immunization and splenocytes were prepared for cellular immune response assay; Data in (A) and (B) are representative of two independent experiments with similar results (n = 5 except for control group where n = 4). Figure S7 . cFLIP, FADD and IL-28B co-delivery had little influence on humoral immune responses after DNA vaccination with SIVmac Gag. C57BL/6 mice were immunized with 2 μg plasmid pJ603-gag combined with 2 μg plasmid pJ603-cFLIP or plasmid IL-28B or 4 μg plasmid pJ603-FADD at day 0 and day 28. Sera were collected 36 days after the last immunization and diluted 100-fold before ELISA. (Left) Total IgG assay. (Right) IgG2a assay. Data are representative of two independent experiments with similar results (n = 5 except for control group where n = 4). Figure S8 . cFLIP and FADD co-delivery had little influence on total IgG (Left) or IgG1 (Right) titers after DNA vaccination with HIVBal gp140. C57BL/6 mice were immunized with 2 μg plasmid pJ603-gag combined with 2 μg plasmid pJ603-cFLIP or 4 μg plasmid pJ603-FADD at day 0 and day 28. Sera were collected 10 days after the last immunization and diluted 300-fold before ELISA. Data are representative of two independent experiments with similar results (n = 5 except for control group where n = 4). Nine days later, mice were sacrificed and assessed for CMI. by one-way ANOVA, as indicated in Table S1 ; however, in cases where a single experiment was inconclusive, data from repeat experiments was analyzed by 2-way ANOVA and tabulated after the 1-way ANOVA analysis (e.g. Figure 4B -left panel does not show a significant difference between the tetramer staining of gagvaccinated mouse splenocytes and tetramer staining of splenocytes from mice co-inoculated with cFLIP or FADD, therefore, the Table also shows a 2-way ANOVA, that supports a significant difference). The conclusions in our discussion are supported by the additional multiple comparison analysis.
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